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«9 ftWi bfCo *§$t?&^ 2 0 0 mM NaCl, lOmM 
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(Mizumoto K. h > J. Natl. Cancer Inst. 80 : 1546-57, 
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>-JKl£rtfi:-5-, lkgfefc!)8 0 0 mgO> ^H^f^Ife 
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0 .4%#T*1 . 4±0 .9fi-efct), t^ftfttttlfe^fflttlilLt 
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A* * — O^WSBfe*" 2 1SBf fcN-~ h n V If* ( 2 - t Kn * is 
^ntf/V) 7^ y (BHP) 0t«Ktt&fftfrJ|EftfM!fcL*: <Z>«B5Hb 

ffigj&>£>, 4/3 XjtX X 2 T*#:»£:3fc#>Tttigfc£: 

(5) jhj*£&it&ft 
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- 8 0 °CXW&<&& bfc Q m.ffifrt><DMMPi&m8kb IT, &f$ 1 
5 OmglC^lt 1% T w e e n *5 £ X? 3 0 0 mM NaC 1 trttf 5 
OmM Tris-HCl 500/z 1 2JP *l , -vT^n^-a. — 

rtt*^^x^-M, Tfc^-Cl 5 frfflsf is a- a ^ L fc„ ^ <£> 

^3000rpmT*3 O^^^^^flb, # ^ *L _L?f ft ttl ^ £ 

10 (6) ^^^#ttttJ#)?r^^bfc:^m^*fc:«m^^A^^--ik?*OM 
MP - 9 Pl^ttiij^ 

400mM NaCl, 20mM C a C 1 2 , 0. l%Brij3 
5i^^tf 1 OOmM Tris-HCl BW<& ( p H 7 . 8 6) t , ^ 
<D 2 f£#|RcD 5 0 mM Tris-HCl (pH7. 5) mWM^Y^^. 

15 r ^ 5 o raMmmn^m^x skm^m^^mm^m^. (5-20 

{£) LTMMPPl^Mm^bfCo 

0. 6mW^^n^-3. — :/ 4 0 0 m M NaCl, 20mM C 
aC12 0. l%Br i j 3 5 ^^tf 1 0 OmM Tris-HCl^ 
(pH7. 86) 1 0 1 , 0. 1 %Vln 7 — y ^ 
20 -^^V^^^ H^lt^l) «10/il, A|fy^V5/i 

i . mm p - 9 mm i o ix i £3jn;t, 3 7 °c-e 2 4 H#r^^^s^ 

fc 0 t£te*jJ*r 4 -7=1 ^ h n — >v (NO HTii, MMP-9&B& 
l^fc&tf), ^i^f^^ny hp-;> (PC) £ LTlfilfltSrl^fc & & 
fflV^ ft}3!)|:50mM Tr i s - H C 1 If t^i CilC^S i ? 
25 ^*Px.fc„ 0. 5M xf wy^r^yf h7ii (pH7. 

5) £ 2 0 n 1 , 10°/oSDSfcJ;t;0 . 1 % B P B & *b -^ft 5 jti 1 

in*^ ia^-e*nna bfco t©5t»io/i usDS-PAGE^ffv\ 
^.x-f^-fe^h (fp^^^xn^^^^fc^) (a^vS37-^y^ 
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i2rfc £ # ©jfiL*^*3 ft 5 MM P - 9 OV® 3 9 — 5* l/frMV&^fefe (U 
/m 1 ) tt % *|fcfci$-Cf± 4 . 9 5 + 0. 0 6 N 4 . 13 

±0. 5 9t*feofc 0 f-^ #c#tttU#)^M^-r§ r £ l£ «t 9 , mm p - 
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(Chin Med J (Engl). 1998 Sep ; 1 1 1 (9) : 784-8, FEBS Lett. 1999 Jul 
23;455(3) :286-90) K M~T 5 Pfi^?St£ fig (Can J Biochem. 1982 
Jun;60(6) :631-7) /n ~? Y if n tf >- - ^ * ^ n fcT^ ^ A £BJ^ 

£>T3jf h—>*£rflJi3KScand J Clin Lab Invest. 1995 
Oct; 55 (6) : 529-35) f§ £ t *S$R* $ jxT V^ 5 0 51 1£ T? ^ 7" h if n fcf 
V^-T 5 flWtelt bl^s, #?3R<Dt>£o£ bTU-* ij& # & ttt % jg 
«fc 5jliLiti/Ny h if ^©i«jp«s*fen, JH : aifiBas&#fc«fc;h,TV'* 

^ i! -is £ So fcj§ 14^7 i^-f r (5 0^) (c^j-b, mmmi en 

ffJflsJB &±x*3b o fc , ft o X ^ * v> 0 

(1) V* #c#ttttl^i^^5i bfcts-lg t bii©MMP - 9 R&WJSttiBI 

2 0 fflFfc:** b, 2 (6) i:HC#fe-CMM 

P - 9 (Dmmm&ZMfe bfc 0 ^r<D3g^:Sr^l lfc^-r o 
NC (Negative Control = V M =* 7— ^VSIiSO^OiMi) t 
PC (Positive Control= ^ ^SiCMMP - 9 Sr^Qx. 

4 is^^^-i/ 3 ^ vtcm&nm) zitm-tzt, p c cumm p - 9 
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Before ( -fr > ffl Vom&M <D <0 jk^) \C fit P C £ O #3? 

* fetiSis, After t* i± s WbfrlzftMm 

(2) el I s Afefc: <fc 5#ii^H#^>lvM=i >frMVnA<Dmfe 
£-$P£*t, # JiL?» I* mi**.* r. £ £ft5 0 elisa 

p - 9 tfc, 

#3^(Djfii^§r^5ibfc 0 2 O^lifli! Lfcjfil^ 5 0 M L 
#Jft3 o o n L £ SrJn*.fcK*tf K:, fciM^^X^gAU 2B$i& 
l^fltltfco *#«*«lfeWfc>&DfcK;&i£fcT;* fc^^>-* 

^K§IISfc*-t-5XS&4|II*ft^>5gbfco ^ofclf-X|C%fi^3 0 0 // 
L&JD*., $ fc^SW 1 0 0 n L SriPx. N ^fp L-fcgU 3 0^1^11 

cdivm = 9-? ^mtfm^^nbtco 1 2 k^-To (Tje^-aj « 

flt3T# 3 £<Z> spoilt) 
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zm&m i *fcf* 2 7 s - a- ^ y # ^ 0 

4. ?by?^^ n zfn v-T—H tC^f-T 5 IS * 14 £ ^ 5 It 3& 
1 ~ 3 V^;ft/^te:iBife<D:/n ^ ^ ^ y # V„ 

- 9 la^SttOSc^SrlHltt^^Sf^ffi, JcfcfSO. 4 m*%^*Pt?^^ 
^Ifr LfcSifti^iLf 'f'OMMP - 9 |fi*?SttSr^J!c <H5 %iiJP 

6 . 3r$j*©£#l*l&I&te: i «9 # ■7*7^1' B fc#-*-*Mi£te«r.i:# 
*-«:5f^BS:^ri-«»^3® 1~5 v>i* tiii>\c.lVl&<D-7uT*y V * > a 

5^tt^r^-r Sft^^ l ~ 6 V^"f*^T/^l£i|B^<^!7 ,, n *r $r if y # >-„ 

8 . 1 ~ 7 V>-rti^i-IB«4 0^ p n T^^-i/ y 7J ^«r^#i-5«afifc 

10. If^^l~7 V^"f B tL^ : *^|B^(7i>!7 0 D *7~ $T if y # ^ # t 

1 1 . 4fc#fc£S*<&&fi-«r¥*$*fc@as 10 0^ mKTOft#«lt» 

«r^tfft^35 1-7 V>T tb^^fB^O^n^^-^ y 7J :/ O 3£ & 0 

26 



WO 2004/083257 



PCT/JP2004/003432 



Fig.l 




Fig. 2 




Asp GIu Ser Gly His Arg thr Ala Pro Tyr Val Met lie Leu Phe Lys 



Hi 



1/7 



WO 2004/083257 



PCT/JP2004/003432 



Fig. 3 




10 " 

0 ■ « «- 1 i 

0 0.5 1 1.5 2 



Fig. 4 




1 2 3 4 5 6 7 8 10 12 14 15 16 17 18 20 

fraction. No. 



2/7 



WO 2004/083257 



PCT/JP2004/003432 



Fig. 5 





3/7 



WO 2004/083257 



PCT/JP2004/003432 



Fig .7 




4/7 



WO 2004/083257 



PCT/JP2004/003432 



Fig 08 




5/7 



WO 2004/083257 



PCT/JP2004/003432 



Fig. 9 





120 p 




100 |> 






m 


80 f 


m 






60 I 






40 




20 • 




0 ■ 



0.5 1 1.5 

v>?)\,mm (%) 



0 miRfifciRH' 




t 

2.5 



Fig. 10 



4.0 , 



3.0 



gjj 2.0 



1.0 



0.0 



I mm 



★ 




0.20% 



6/7 



0.40% 



WO 2004/083257 



PCT/JP2004/003432 



Fig. 11 




1/1 



WO 2004/083257 



PCT/JP2004/003432 



SEQUENCE LISTING 
<110> HOSOKAWA MICRON CORPORATION 

<120> An Isolated Proteoglycan Derived from Chondr i chthyes and Method for Producing 
Thereof 

<130> PCT0410HM 

<150> JP/2003/77778 
<151> 2003-03-20 

<160> 2 

<170> Patent In version 3. 1 

<210> 1 

<211> 14 

<212> PRT 

<213> Hamster sp. 

<400> 1 

Val Asp Leu Ser Asn Asp Ala Met Asp Thr Ala Asp Asp Ser 
1 5 10 



<210> 2 

<211> 14 

<212> PRT 

<213> Hamster sp. 

<400> 2 

lie lie Gly Gly Ser Leu Asp Ala Lys Gly Ser Phe Pro Trp 
1 5 10 



1/1 



PCT/JP2004/003432 



vm-5-1 


2.l(aKv)) 

*££(&£) 




Vffl-5-l(i 

Vffl-5-K 
ii) 

vm-5-i( 

53) 




2002^ 12£ 31 B (31. 12.2002) 


Vffl-5-l( 

i) 

vm-5-K 

ii) 

vra-5-K 
iii) 




2003^ 03 £ 05 H (05.03.2003) 
B^Ss4b^2003^^(^/55c15^Jg)^B^^» 


vm-5-i( 

v) 







INTERNATIONAL SEARCH REPORT 


International application No. 




PCT/JP2004/003432 



A CLASSIFICATION OF SUBJECT MATTER 

Int. CI 7 C08B37/08, A61K38/55, A61P17/06, 19/02, 27/02, 27/06, 29/00, 
35/00, 43/00, C07K14/46, C12P21/00 



According to International Patent Classification (IPC) or to both national classification and IPC 



B. FIELDS SEARCHED ■ 

Minimum documentation searched (classification system followed by classification symbols) 

Int. CI 7 C08B37/08, A61K38/55, A61P17/06, 19/02, 27/02, 27/06, 29/00, 
35/00, 43/00, C07K14/46, C12P21/00 



Documentation searched other than minimum documentation to the extent that such documents are included in the fields searched 



Electronic data base consulted during the international search (name of data base and, where practicable, search terms used) 
CA(STN), BIOSIS(STN), MEDLINE (STN) , JICST (JOIS) 



C. DOCUMENTS CONSIDERED TO BE RELEVANT 



Category* 


Citation of document, with indication, where appropriate, of the relevant passages 


Relevant to claim No. 


P,X 


JP 2003-300858 A (Yugen Kaisha Nonogawa Shoji) , 


1-11 




21 October, 2003 (21.10.03), 






Column 4, preparation example 3 






(Family: none) 




X 


Naho MURATA, "N-nitr osobis (2-oxopr opyl) amine 


1-11 




ni yoru Hamster Suikan Gan Hassei rii Taisuru 






Ushi Oyobi Same Nankotsusui Chushutsubutsu no 






Eikyo" , Journal of Nara Medical Association, 






Vol.53, No. 5, 6, pages 241 to 252, 2002, page 






242, right column, lines 29 to 31 





fx] Further documents are listed in the continuation of Box C. CZU See patent family annex. 



* Special categories of cited documents: 

"A" document defining the general state of the art which is not considered 

to be of particular relevance 
W E" earlier application or patent but published on or after the international 

filing date 

"L" document which may throw doubts on priority claim(s) or which is 
cited to establish the publication date of another citation or other 
special reason (as specified) 

"O" document referring to an oral disclosure, use, exhibition or other means 
tt F' document published prior to the international filing date but later than 
the priority date claimed 



Date of the actual completion of the international search 
02 June, 2004 (02.06,04) 


Date of mailing of the international search report 
22 June, 2004 (22:06.04) 


Name and mailing address of the ISA/ 

Japanese Patent Office 

Facsimile No. 


Authorized officer 
Telephone No. 



Form PC17ISA/210 (second sheet) (January 2004) 



T later document published after the international filing date or priority 
date and not in conflict with the application but cited to understand 
the principle or theory underlying the invention 

"X* document of particular relevance; the claimed invention cannot be 
considered novel or cannot be considered to involve an inventive 
step when the document is taken alone 

"Y" document of particular relevance; the claimed invention cannot be 
considered to involve an inventive step when the document is 
combined with one or more other such documents, such combination 
being obvious to a person skilled in the art 

"&" document member of the same patent family 



INTERNATIONAL SEARCH REPORT 



International application No. 

PCT/JP2004/003432 



C (Continuation). DOCUMENTS CONSIDERED TO BE RELEVANT 



Category* 



Citation of document, with indication, where appropriate, of the relevant passages 



JP 11-502514 A (Les Laboratoires Aeterna Inc.), 
02 March, 1999 (02.03.99), 
Claim 3 

& WO 96/23512 Al 

j P 9-512563 A (Les Laboratoires Aeterna Inc.), 
16 December, 1997 (16.12.97), 
Claim 20 

& WO 95/32722 Al 

US 4473551 A (Faxon Pharmaceuticals, Inc.), 
25 September, 1984 (25.09.84), 
Claims 18 to 19 
(Family: none) 

Musashi KITAHASHI et al . , "Same Nankotsu 
Chushutsubutsu o Sesshu shita Hamster 
Ketsuekichu no Matrix Metalloprotease (MMPs) 
to Serine Protease-ryo Oyobi Sogai Kassei 
no Henka", Japan Society for Bioscience, 
Biotechnology, and Agrochemistry, 2003 Nendo 
Taikai Koen Yoshishu, 05 March, 2003 (05.03. 
03), page 63, 2Al7pl8 



Relevant to claim No. 



1-10 



1-10 



1-10 



1-11 



mmmm&-%- PCT/JP2004/003432 



a. %m<Dm-tz>$tm<»&m (smmnm u po ) 

Int. CI 7 C08B3 7/08, A61K3 8/5 5, A61P1 7/06, 1 9/0 2, 27/0 2, 2 7/ 
06, 29/00, 3 5/00, 4 3/0 0, C07K14/46, C12P21/00 



W3fc«rffofc*/hBRR«- (SREttfF&Si (IPC) ) ~ 
Int. CI 7 C08B3 7/08, A61K3 8/5 5, A61P 1 7/0 6, 1 9/0 2, 2 7/0 2, 2 7/ 
06, 2 9/00, 3 5/0 0, 4 3/00, C07K14/46, C12P21/00 



CA (STN) , B I OS I S (STN) , MEDLINE (STN) , JICST (JOIS) 







wm-rz 


PX 
X 


JP 2003-300858 A (^TfiR^feU?* J lift*) 2 0 0 
3. 10. 2 1, H4«»!l3 (7/5 y-ftD 

^tpg^^:, N-nitr osobis (2-oxopr opyl) amineKUz-S^.A;*^^— 
BW*35£fc:*hr5 ?>/;j3 J; ife#7K»ffi#5tf>f£#, Journal 
of Nara Medical Association, Vol. 53, No. 5, 6, pp. 241-252, 2 
0 0 2, S6242X*pW29-31f? 


1- 1 1 
1-11 



0 caottfcfcfc^jWWSftTV"**. 



Iaj 4*fcBB5t©*>*Aitt-CWc3ii;<, ^WftflfiM***-*- 
t>co 

TEJ BKtiWHfltTottUrafctttttt-e&Sas* BIStttUHS 

roj nwK±5H«, mm, m^m^sR-t^xm 



02. 06. 2004 


22. a 2004 


! P#B4#ff/r (I S A/J P) 
SffiStlOO-89 15 

m IIET 1 4 # 3 # 


03-3581-110 1 P 


4 P 


9 7 3 8 


3& 3 4 9 2 



iSPCT/ISA/2 10 (f2^i>) (2004^1^) 



lffl®#-5§- PCT/JP2004/00 3432 



c m%) 



X 



X 



X 



A 



J P 1 1-5 0 2 5 1 4 A (1/ 
ya-^Wf-fyK) 199 9 
WO 9 6/23512 Al 



0 3. 0 2, If 3fc^ 3 & 



JP 9-512563 A (1/ 
=i— ^Kr^yK) 1 9 9 7. 
WO 95/32722 Al 



12. 16, If im. 20 & 



US 4 4 7 3 5 5 
4. 0 9. 2 5, ^ 



1 A (Faxon Pharmaceuticals,' Inc. ) 
'U— A 18- 19 



19 8 



^^n^n^T— if(MMPs) £i? U i/^n^T— ifi-SOTl^'l* 
<D^b, 0*j|gm2 0 0 3^7C#iig|i, ,200 
3 . 0 3. 0 5, p63, 2A17pl8 



1-10 



1 0 



1-10 



1-11 



i^PCT/ISA/2 10 ($g2^.-W1&%) (2004¥U) 



This Page is Inserted by IFW Indexing and Scanning 
Operations and is not part of the Official Record 

BEST AVAILABLE IMAGES 

Defective images within this document are accurate representations of the original 
documents submitted by the applicant. 

Defects in the images include but are not limited to the items checked: 

□ BLACK BORDERS 

□image CUT OFF AT TOP, BOTTOM OR SIDES 
"^FADED-TEXT OR DRAWING 
£1 BLURRED OR ILLEGIBLE TEXT OR DRAWING 

□ SKEWED/SLANTED IMAGES 

□ COLOR OR BLACK AND WHITE PHOTOGRAPHS 

□ GRAY SCALE DOCUMENTS 

□ LINES OR MARKS ON ORIGINAL DOCUMENT 

□ REFERENCE(S) OR EXHIBIT(S) SUBMITTED ARE POOR QUALITY 

□ OTHER: 

IMAGES ARE BEST AVAILABLE COPY. 
As rescanning these documents will not correct the image 
problems checked, please do not report ihese problems to 
the IFW Image Problem Mailbox. 



